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The utilization of medicinal plants or herbs (back to nature) in tackling health problems is increasing. This movement is motivated by environmental changes, lifestyle, and the development of disease patterns. The lack of negative effects arising in the use of medicinal plants and economically attract people to go back to use drugs derived from natural materials (back to nature). It is supported by thousands of herbs used in traditional Chinese Medicine (TCM) which is currently develoved in Hong Kong, Canada, The United States, Malaysia, Thailand, India, Singapore and Australia. Ayurvedic medicine is based on the system of Indonesia and India to used hundreds or more herbs for traditional medicine. Movement back to nature is followed by the research and development of medicinal plants in terms of bioactivity and effectiveness as drugs with experimental animals and patients. This proved more and more stocks are ready fitofarmaka developed into modern medicine. One developed study are a natural antioxidant and immunomodulatory. Antioxidant compounds contained in medicinal plants are one of the active compounds that can prevent a reaction -free radical oxidation reactions later. The compounds are antioxidants include phenolic compounds and flavonoids. These compounds can capture or provide the hydrogen atoms in free radicals that lipid peroxidation reactions and reactions of DNA damage can be prevented. Basically, the body is already producing or endogenous antioxidant such as superoxide dismutase (SOD), catalase and glutathione peroxidase (GPx) but has not been able to deal with the excess of free radicals in the body resulting in an imbalance of antioxidant production and the amount of free radicals (Akhlaghi, et al., 2009 ). This imbalance if not addressed can lead to oxidative stress oksidatif. Stres unresolved is what can lead to degenerative diseases such as diabetes mellitus and kanker. this imbalance can be overcome by exogenous antioxidant consumption (Adi Parwata,2016) Exogenous Antioxidants can be either synthetic and natural. Synthetic antioxidants that have been circulating in the community is Vitamin C, tocopherols , ²-carotene, propyl gallate, butyl hydroksi anisole (BHA) and butyl hidoksi toluene which is used as an additive in some food and beverage packaging circulating in the community . Based on several studies of synthetic antioxidants consuming excess can cause toxicity effects and lower health (Wong S.P., et.al., 2006) . Based on this reason many researchers are looking for alternative antioxidants derived from nature either of vegetables , fruits and traditional medicinal plants . In addition to vitamins contained in vegetables and fruits some phenolic compounds such as flavonoids that of the medicinal plants can be used as a natural antioxidant . One of the medicinal plants that could potentially are the leaves of plants Gyrinops versteegii and Aquilaria sp. (Tri (Noviyanti, 2011; Mulyaningsih, et.al., 2014) Gyrinop versteegii and Aquilaria sp is a genus of the plant family Thymelaeaceae . This plant is a producer of agarwood or resin which has a high -quality essential oils and very fragrant.
Agarwood or resin can be formed at the plant when naturally infected by the fungus fusarium sp or injected directly with the inoculant of the fungus fusarium sp. (Tri (Noviyanti, 2011; Mulyaningsih, et.al., 2014) Crude extract of Aquilaria crassna can reduce ischemia induces cardiac cells die or injured by initiating a p38 mitogen and further activating phosphorylation of protein kinase (MAPK). This extract can cure diarrhea and skin infections caused by Staphylococcus aureus (Jermsri, et.al., 2012 and Kamonwannasit,, et.al., 2013) .
Japanese society has traditionally use agarwood as herbal medicines to treat of stress or tranquilizers , protect the operation of the organs vital such as heart , lungs and liver. maintaining the health of the stomach, help sore throats with its anaesthetic, and detoktifikasi body (Noviyanti, 2011; Tri Mulyaningsih, et.al., 2014) .
Traditionally in India, China,Tibet, Eropa, Timur Tengah, Malaysia dan Indonesia, agarwood used for sedative, antiseptic, expectorant, deodorants, anti-asthma, anesthesia, antifungal, antibacterial, anorexia, headache, gout, inflammatory, Mycobacterium tuberculosis drugs, especially humans, cirrhosis of the liver, abdominal pain, aphrodisiac, thyroid cancer, lung tumor, analgesic, cardiovascular disease, kidney disease, inhibit Salmonella typhi and Salmonella flexneri bacilli (Gunasekera,et.al,1981; Taylor,et.al, 2001 ; Tri Mulyaningsih, et.al., 2014) .
Gyrinops verstegii leaf water extract can decrease oxidative stress through decreased MDA levels and increased SOD enzyme activity and catalase in Wistar Rats given maximum physical activity (Adi . This extract can also inhibit DNA damage through decreased levels of 8-OHdG in Wistar rats given maximum physical activity.
Chemical constituents of plants Gyrinops versteegii including noroxo-agarofuran, agarospirol, 3,4-dihidroxy-dihydrofuran, vaterolactone , indol dan isolonifolen, coniferyl alkohol, guaiacol, catecol dan pyrogalol, veratrol, ambrox, p-methoxy-benzylaceton, aquilochin, Jinkohol, jinkohol ermol, and kusunol (Noviyanti, 2011) .
Gyrinops verstegii is active as an antioxidant allegedly caused by the content of phenol and flavonoid compounds. Flavonoids Based on the use as a medicinal plant and its chemical content, Gyrinop versteegii plant potential to be developed as an alternative natural antioxidant. In this research, the researchers want to prove that the content of flavonoids as antioxidants so that the results of the extract can be developed into standardized herbal (OHT) remedies based on the active ingredient of flavonoids
MATERIALS AND METHODS

Material
Fresh Gyrinops versteegii leaves, obtained from the village of Marga, Subdistrict Marga, Tabanan, Bali, Indonesia, male rats Wistar from BBVet , standard food of, ethanol GR(E Merck), ethyl acetate GR (E Merck), HCl GR (E Merck), NHCO 3 GR(E Merck), NH 4 Cl GR (E Merck), methanol GR (E Merck), TCA, TBA, TEP, BHT (Sigma), PBS, xanthin oxidase, Na-EDTA, H 2 O 2 , BSA 0,5%, 2. 
METHODS
Extraction of Gyrinops versteegii leaves
Extraction of Gyrinops versteegii leaves C . This extract is used for test or further analysis.
Antioxidant Capacity Analysis
Antioxidant Capacity Analysis followed procedure Almey (2010) . The analysis begins with making of a standard solution of gallic acid 0-100 mg/L. Weighed 0.1 grams each extract, then diluted with methanol to a volume of 5 mL flask and then in the vortex so that a homogeneous solution. This homogeneous solution is centrifuged at 3000 rpm for 15 minutes . Each solution has been pipetted 0.5 mL of this homogeneous, then add 3.5 ml of 0.1 mM DPPH in methanol at a test tube and then in the vortex. This solution was incubated at 25 0 C for 30 minutes so DPPH reacts with the sample. Each solution was measured absorbance at » max = 517 nm. Antioxidant capacity was calculated using linear regression equation Y = ax + b. Antioxidant capacity can be seen from the results % inhibite and IC 50 . IC 50 value is the value which is the concentration of test samples that provides damping DPPH oxidation by 50 % . IC 50 value can be calculated from the linear regression equation (y =ax+ b) . Some of the extract concentration was measured percent of inhibition and included in the calibration curve . Extract concentration (ppm) as absis (x), while % inhibition as coordinates (y) . The calculation result y = 50 included in the equation in order to obtain the value of x as the IC 50 value of each sample . Levels of antioxidants can be seen from the IC 50 IC 50 < 50 ppm is said to be very powerful antioxidant , said to be strong IC 50 50-100 ppm , said moderate is IC 50 100-150 ppm and IC 50 was > 151 is said to be weak as antioxidants .
The most active extracts as antioxidants analyzed its chemical content by some of the color reagent and the other analysis.
Total Phenol Analysis
Total Phenol Analysis followed the procedure (Wolfe et al., 2003 and Almey, 2010) . Extract of ethyl acetate, ethanol, methanol and water dissolved in 5 mL volumetric flask. Pipette 0.4 mL, put in a test tube, add 0.4 mL reagent Folin -Clocalteu, divortex until homogeneous, allow 5-10 minutes, add 4.2 mL of Na 2 CO 3 , then let stand for 90 minutes at room temperature. further absorbance is measured at maximum wavelength at 760 nm. Create a standard curve of gallic acid in 85% methanol with a concentration of 10-100 mg/L. Levels of Total Phenol is calculated by linear regression formula Y=ax+ b. Data calculation results are expressed in units Gallic acid equivalent (GAE /100 gram samples. Extracts of the most active and has the highest antioxidant capacity is used as a treatment in Wistar rats to measure the levels of MDA.
Total Flavonoid Contens Analysis
Total Flavonoid contens Analysis followed the procedure Chang and Wen (2002) , Ashafa (2010) and Ordon-ez et al. (2006) . Extract of water dissolved in 5 mL eyhanol in 10 mL volumetric flask, vortexed until homogeneous. Pipette 2,0 mL, put in a test tube, add 2,0 mL AlCl 3 2%, vortexed until homogeneous then incubation 
until obtained by viscous extract. Subsequently the viscous extract obtained is separated by column chromatography with eluent which is a mixture of n-hexane: ethyl acetate: ethanol = 8: 2: 1. The fraction of the separation results was then tested for its flavonoid content. A positive fraction containing flavonoids is purified by thin layer chromatography with some eluent of different polarity.
Top of Form Bottom of Form
The obtained purification result is recrystallized with methanol to obtain needleshaped crystals. The obtained crystals were further identified with 10% NaOH to determine the flavonoid species and identified by UV-Vis spectroscopy and shear reagents such as NaOH, AlCl 3 and AlCl 3 / HCl. These crystals are also identified by IR spectroscopy to know the functional groups. and analyzed again antioxidant activity with DPPH method.
RESULT AND DISCUSSION
Analysis water content of Gyrinops verstex leaves powder
Measurement of water content of Gyrinops verstegii leaves powder was used oven method. The measurement of the water content was performed three replications as revealed in Table  1, The result of water content of simplicia powder of Gyrinops versteegii leaves = 8, 98 % w/w. This result is in accordance with the standard of simplicia ingredients of Indonesian herbal The table above shows that the gaharu leaf water extract has the highest total phenol content. The water extract then measured the total flavonoid content and its antioxidant activity.
Analysis Antioxidant Capacity
Antioxidant capacity of measurement results of Gyrinops versteegii leaves water extracts are revealed in the table 3, Based on the above results, it can be proved water extract of Gyrinops versteegii leaves had the highest total phenol contents and antioxidant capacity with IC 50 < 50 ppm. This means that the water extract of Gyrinops versteegii leaves potential to be developed into a source of natural antioxidants , the next need to be tested its total flavonoid contens and Chemical Ingredients of water extract of Gyrinops versteegii leaves.
Determination of Total Flavonoids Contens of Gyrinops verstegii
The measurement of Total flavonoid contens from Gyrinops verstegii leaves water extract preceded by making standard curve of quercentine with some concentration as revealed in table 4, This result is used to make the calibration curve like the following :
Measurement of total flavonoid content performed three replications so that the total Table 6 , Based on the above results and discussions, in particular the high content of flavonoid compounds and the very strong antioxidant activity of water extracts, the researchers wanted to isolate and identify the type of flavonoids contained. Furthermore, the isolated flavonoids were analyzed for their antioxidant activity.
Isolated and Identified of Flavonoid on Water extract of Gyrinops versteegii leaves
Prior to the identification of spectroscopic isolates in purity test and flavonoid type. The flavonoid isolate obtained is a light yellow needle crystal. The purity test with thin layer chromatography (TLC) with multiple eluents of different polarity is obtained by a single spot as revealed in table 7,
The results above show that the flavonoid suspected isolates are considered pure by thin layer chromatography. Furthermore, this isolate was analyzed flavonoid group and its flavonoid structure by spectroscopy Analysis of chemical constituents showed that isolates indicated positive flavonoids of flavonol or dihidroflavonol, as revealed in Table  8 : Identification with a UV-Vis spectrophotometer I d e n t i f i c a t i o n w i t h U V-V i s spectrophotometer showed the l max = 256 nm (band II) and 352 nm (band I). Subsequent analysis when isolates in methanol was coupled with AlCl 3 + HCl, the absorption band II has a bathochromic shift of about 2 nm as shown by the following figure 2,
Identification with a Infra Red spectrophotometer
Identification by IR spectroscopy showed some peaks as shown by the data in the following table 9 :
The results of antioxidant activity measurements showed that the isolates had strong antioxidant activity with 17,14 ppm. These results are shown in the following Table 10 : 
DISCUSSION
Acquisition of water content less than 10%, in accordance with the standards set by Materia Medika Indonesia. Materia Medika Indonesia is the standard of a medicinal plant powder or simplicia of medicinal material derived from plants. This suitability identifies the simplicia Gyrinops versteegii can be used for research in the development of Traditional Medicinal Plants. Research in the development of Traditional Medicines from Herbs to Standardized Herbal Medicine and Phytopharmaca can be done in the form of standardization of simplicia, standardization of extract, bioactivity test, isolation, identification and determination of its active chemical content, bioactivity test of isolates and formulations. In this research, standardization of extract, bioactivity test, isolation and identification of flavonoids content of extract and biocativity test of flavonoid isolate were produced so that Gyrinops verstegii extract can be used as natural antioxidant based on flavonoid content (Koleva, 2002) .
The Results of in vitro studies prove water extract of Gyrinops versteegii leaves have the highest antioxidant capacity compared with other solvents because it has the smallest IC 50 . ie 3.45 mg/L(5 minutes) and 3.05 mg/L(60 min). The IC 50 means that the concentrations of 3.45 and 3.05 mg/L, the water extract of Gyrinops versteegii leaves already can inhibit 50% of the oxidation reaction of free radicals ( Table 2 ). The potent antioxidant capacity is thought to be caused by a high content of total phenol and flavonoid contents. Phenolic compounds as flavonoids in the water extract of leaves Gyrinops versteegii able to inhibit and neutralize free radicals (DPPH). Based on these results that the water extract of Gyrinops versteegii leaves can be regarded as a natural antioxidant and developed further analizing in vivo antioxidant activity (Yu et.al, 2002) .
The results of antioxidant bioactivity measurements in vivo showed that Gyrinops verstexi leaves water extract at doses of 100 and 200 mg / kg BB could significantly (p <0.05) decrease MDA levels in wistar rats that given maximum physical activity (Adi Parwata, 2016). Bioactivity in lowering levels of MDA caused by the quantity of phenolic compounds (as flavonoids) at doses is able to reduce or neutralize ROS reaction products of metabolism of the body with fatty acids having a double bond (PUFA) . This would result in lipid peroxidation product called MDA (Middleton et.al., 2000 ; F.Hosseinimehr et.al. , 2006; Mathew et.al., 2006) Oral intake of Gyrinops versteegii leaf extract at doses of 50, 100 and 200 mg / kg BW can significantly (p<0,05) increase SOD enzyme activity and catalase in Wistar rats given maximum activity (Adi . This is due to the quantity of the content of this class of compounds phenol / flavonoid which is more and work synergistically, can directly capture or neutralize the free radical superoxide, peroxynitrite so flavonod stimulate the formation of enzymatic antioxidants SOD and endotil dysfunction can be reduced. Phenol compounds such as flavonoids can also function as an inducer that activates Nrf2 in the cytoplasm. Nrf2 in the cytoplasm will dissociate and translocate to the nucleus. In the nucleus Nrf2 associates to the promoter of a gene Phytochemical screening showed that the water extract of Gyrinops versteegii leaves contains phenolic compounds, steroid, terpenoids and flavonoids (Diouf, et.al., 2009 ). The compounds are believed to be active here as a natural antioxidant compounds. Natural phenol compounds (such as flavonoids, chlorophyll, terpenoids) usually contains many -OH groups,>C=O and >C=C< groups. These group is able to donate electrons or one atom of hydrogen for ROS to ROS becomes stable and form new free radicals that are less reactive. This resulted in a reaction barrier between ROS lipid peroxidation reaction with unsaturated fatty acids long-chain (PUFAs) can be suppressed and the results peroxidation MDA will decrease (Akhlaghi M.and Brian B.,2009). The results of this study supported some research content of compounds such as flavonoids, tannins and anthocyanins contained in chocolate (cocoa fiber) can reduce the production of MDA compound when consumed for three weeks by the Wistar rats with hypercholesterolaemia conditions (Lecumberri, et al.,2007) . Flavonoid in Adiantum capillus-veneris L. has a high antioxidant capacity and may reduce levels of MDA (Jiang, et al.,2011) . The occurrence of the batochromic shift in band I identifies the flavonoid flavonol group substituted by -OH groups in C-5 can be precented by the reaction of flavonol in methanol with AlCl 3 as shown by the following figure 5 (Silverstein et.al.,1981 ; Markam, 1988) The results of identification with Infrared Spectrophotometer (FTIR) show the functional groups -OH,> C = O,> C = C <aromatis and > C-O. The results of identification with Infrared Spectrophotometer (FTIR) show the functional groups -OH,> C = O,> C = C <aromatis and> C-O. This is according to the structure flavonoid flavonol substituted -OH group at C-5 (Silverstein et.al.,1981; Markam, 1988) .
Result of antioxidant capacity analysis from flavonoid isolate obtained IC 50 = 17,14 ppm. these results suggest that isolate flavonoids have very strong antioxidant bioactivity because IC 50 <50 ppm. This proves that the flavonoid contained in Gyrinops versteegii leaf water extract has the potential to be used as an alternative natural antioxidant. As antioxidant flavonoid isolated can prevent the occurrence of sustainable ROS reaction. Flavonoids can provide antioxidant effects by preventing the formation of ROS, directly capture ROS, protect lipophilic antioxidants and stimulate the increase of enzymatic antioxidants so as to prevent oxidative stress that can cause several degenerative diseases such as heart disease, Flavonoids can bind to hydroxy radicals (*OH) so that DNA damage can be prevented. Prevention of DNA damage automatically prevents the occurrence of cancer due to DNA damage (Chabowska, et al., 2009 ; Gupta, et al., 2010) . Flavonoids can directly capture superoxide and peroxinitrite. Through superoxide capture, flavonoids can increase the bioavailability of NO and inhibit the formation of peroxinitrite or flavonoids can directly capture peroxinitrit that damage the endothelium vacorelaxation and disrupt the endothelium, thus ultimately leading to better blood circulation in the coronary arteries and can automatically prevent heart disease (Middleton et.al 
CONCLUSION
The flavonoid isolate from water extract of Gyrinops versteegii leaves is 5-hydroxy-flavonol and have bioactivity as natural antioxidant.
